The turnout of the lower extremities is the major component of the classical ballet positions (CPs) and correctly is initiated in the hips. The aim of this research was to determine the differences in the electromyographic and kinematic variables in the five CPs in ballet students with greater and lesser amount of passive hip external rotation (HER). A group of 14 female pre-professional ballet dancers 11-16 years of age participated in the study. Based on the amount of passive HER, participants with higher values made up greater rotation group (n = 7) whereas those with lesser values formed lesser rotation group (n = 7). Electromyographic activity of 14 muscles from right side of the trunk and right lower extremity was recorded with the surface electrodes while subjects were standing in all five CPs (CP1-CP5). The external rotation of the hips, knees and feet were recorded with the motion capture system. The kinematic differences between the groups were revealed in asymmetric positions CP4 and CP5 where foot progression angle was significantly lesser in forward than backward setting only in lesser rotation group. In lesser rotation group the ankle and back muscles were more engaged in CPs while abdominal and hip muscles less when compared with greater rotation group. This finding suggests that in the group with lesser passive HER the mechanism of forced turnout was employed. The most remarkable finding in our work was that various electromyographic patterns can be observed between groups in all CPs, while kinematic differences may be marked only in asymmetric positions.
Introduction
The turnout (TO) or external rotation of lower extremities (LEs) is a major component of the classical ballet positions (CP) [1] . In the ideal first classical ballet position, the dancer adopts a straight standing posture with the feet and knees of both LEs turned out and pointing in opposite directions so that the longitudinal axes of the feet form a straight line [2, 3] . The total TO is the sum of hip rotation, tibial torsion and contribution from the foot [4] . Five classical ballet positions are the first technical tasks to be mastered during ballet education as their technical correctness is indispensable for a whole professional dance career [5, 6] . Ballet teachers instruct students how to maintain ideal TO by giving them the following principles: (1) dancers with different amount of passive HER. A motion capture system enabled the acquisition of kinematic data on the external rotation of LEs during the experiment.
Ethics statement
The study received approval from the Bioethical Committee of the Poznan University of Medical Sciences. All subjects and their parents were familiarized with the scope of the research and signed the informed consent form before commencement of the study. All procedures were conducted according to the Declaration of Helsinki. The individual in this manuscript has given written informed consent (as outlined in PloS consent form) to publish these case details.
Participants
A group of 14 female pre-professional ballet dancers, 11-16 years of age, participated in the study ( Table 1 ). All subjects were healthy and had no history of major trauma or a sports injury within the last 6 months. They attended the same ballet school and had the same ballet instructor.
Females were divided into two groups based on the amount of bilateral passive HER measured with a standard goniometer. Following the protocol by Coplan [8] each subject was relaxed in the prone position with the knee flexed to 90º (Fig 1) . The goniometer was placed at the tibial tuberosity. One arm of the goniometer was aligned with a vertical axis and the other arm was aligned with the tibia. All tests were done by one investigator, a physiotherapist with 11 years of experience. Each measurement was done 3 times and the average was subjected to further analysis. The results for the right and left hip were summed up for each subject. Then the median for the whole group was calculated. The subjects with values higher than the median made up greater rotation group, whereas the subjects with values lesser than the median-formed lesser rotation group. The characteristics of the pre-professional ballet dancers are shown in Table 1 .
Data collection
The subjects were asked to stand barefoot in sixth classical ballet position (CP6), i.e. standing straight with their feet parallel and hip-width apart, followed by standing in first and second as well as third, fourth and fifth (with the right LE forward [forward setting] and backward [backward setting]) classical positions (CP1-CP5), for 30 seconds each and repeated 3 times each. This resulted in a total of 27 recorded trials for each subject. CP1-CP5 are described in Figs 2 Passive HER (˚) 55.8 (6.9) 37.6 (3.9) 0.005 � and 3. Position CP6 served as a standing reference position. Consecutive trials were separated by at least 1-minute period of rest. The correctness of classical ballet positions was confirmed by a ballet teacher, a former principal dancer at the Poznan Grand Theatre, present during the tests. The subjects were asked to stand in CP1-CP5 just as "during examination". A wired Telemyo 2400T G2 device (Noraxon, USA) compatible with MyoResearch XP Master Edition software was used to record the EMG activity with surface electrodes. The EMG signal was sampled at 1000 Hz and then filtered (bandwidth 10-500 Hz) [26] . The subjects were prepared and electrodes were placed in accordance with the SENIAM recommendations [27] . Before the placement of the electrodes, the skin area was cleaned with alcohol and shaved if needed. A pair of surface, circular Ag/AgCl electrodes (SORIMEX, Poland, 1 cm in diameter) was placed in a bipolar configuration along the longitudinal axis of selected muscles on the right side of the trunk and the right LE: lumbar erector spinae, rectus abdominis, gluteus maximus, sartorius, adductor longus, rectus femoris, vastus lateralis, vastus medialis, long head of biceps femoris, semitendinous, tibialis anterior, fibularis longus, medial and lateral the feet is the same as in CP1 but there is a distance of one foot between the heels. Third classical ballet position (CP3) with forward setting: both feet are turned in opposite directions, right foot is in front with heel touching the middle of the left foot. Third classical ballet position (CP3) with backward setting: position is the same as previous but the left foot is in front.
https://doi.org/10.1371/journal.pone.0230654.g002 Fourth classical ballet position (CP4) with forward setting: both feet are turned in opposite directions, right foot is in front with heel at the level of the middle of the left foot with a one-foot distance in anterior-posterior direction between the feet. Fourth classical ballet position (CP4) with backward setting: position is the same as previous but the left foot is in front. Fifth classical ballet position (CP5) with forward setting: both feet are turned in opposite directions, right foot is in front toes of each foot touch the heel of the other. Fifth classical ballet position (CP5) with backward setting: position is the same as previous but the left foot is in front.
https://doi.org/10.1371/journal.pone.0230654.g003
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heads of gastrocnemius. The inter-electrode distance was 2 cm. Correct placement was confirmed by manual muscle testing and visual inspection of the raw EMG signal. The ground electrode was placed over the right posterior superior iliac spine. The same investigator was responsible for the electrodes placement in every subject.
The BTS Smart D optoelectronic motion capture system (BTS Bioengineering, Milan, Italy) cooperating with the BTS Smart Capture software was used to collect three-dimensional data for joint angles. The hip external rotation (HER), knee external rotation (KER) and foot progression angle (FPA) between the direction of progression and the long axis of the foot were evaluated. The trials were recorded by 8 digital infrared cameras with a recording frequency of 200 Hz. A total of 19 reflective markers (diameter: 20 mm) were stuck bilaterally on specific anatomic landmarks with a double-sided adhesive tape, according to the Vaughan-Davis model [28, 29] . The above-mentioned landmarks included: sacrum between posterior superior iliac spines, anterior superior iliac spines, femoral greater trochanter, femoral lateral epicondyle, the head of fibula, lateral malleolus, calcaneal tuber, the head of the fifth metatarsal and markers on the bar on the lateral side of the thigh and lower extremity. The same investigator was responsible for the markers attachment in every subject.
Data analysis
The EMG signal processing was performed with MyoResearch XP Master Edition software (Noraxon, USA). Artefacts and noise were visually inspected. The EMG amplitude [μV] was full-wave rectified and smoothed using the root mean square algorithm with a 50-milisecond window. The EMG signal from the three trials was averaged for each position. In order to permit inter-subjects and inter-muscles data comparison, the EMG activity recorded in CP6 served as a reference value (EMG CP6 ). The EMG signal recorded in CP1-CP5 was normalized to EMG CP6 according to the following formula: EMG CPn normalized = EMG CPn / EMG CP6 , where "n" is the number of each of CP1-CP5. EMG amplitude units [μV] were reduced so results for EMG are presented as unitless.
It was assumed that a straight standing posture in CP6 was adequate as a reference for classical ballet positions, as in this way the differences in muscle activity connected strictly to TO are emphasized. Higher values indicate greater activity of each muscle in CP1-CP5 in comparison to a straight standing posture (CP6).
Kinematic data processing was performed with the BTS Smart Tracker and BTS Smart Analyzer software. The body segment rotation algorithm was based on the determination of Euler angles as described by Davis et al [28] . Obtained joint rotation angles corresponded to flexion/ extension, adduction/abduction and internal/external rotation respectively. The ankle, knee and hip angles were all relative angles. The hip rotation angles described the orientation of the thigh with respect to the pelvis; the knee rotation angle described the orientation of shank with respect to the thigh and the FPA was an absolute angle, referenced to the laboratory coordinate system, which indicates the position of the subject's foot with respect to the direction of progression. The HER, KER and FPA from the three trials were averaged for each position. In order to assess the external rotation connected with TO, the amount of external rotation obtained in CP6 was subtracted from that obtained in the CP1-CP5.
Statistical analyses
The results were submitted to a statistical analysis in the SPSS software for Windows (version 24.0; IBM Corp, Armonk, NY, USA). The analysis showed a normal distribution of data according to the Shapiro-Wilk test. The reliability of the variables over the 3 trials was determined with the intraclass correlation coefficient (ICC) (95% confidence interval). The independent samples t-test for CP1 and CP2 as well as the mixed-factorial analysis of variance (ANOVA) (2 × 2, group [greater rotation group or lesser rotation group] × setting [forward or backward]) for CP3, CP4 and CP5 were performed. The Bonferroni correction was used for comparisons of the within-subject factors. Sphericity was determined using the Mauchly test. The Geisser-Greenhouse adjustments were made when sphericity was violated. The alpha level was set at p � 0.05 for all the above-mentioned tests.
Results
The median of the bilateral (the sum of right and left) passive HER for the whole study group equalled to 45.8˚. The subjects with higher values made up greater rotation group, whereas the subjects with lesser values formed lesser rotation group. There were no statistically significant differences in body weight, height or BMI between these groups as presented in Table 1 . For the classical ballet positions, the analysis of reliability revealed ICC values from 0.85 to 0.99 for the bioelectrical activity (p < 0.01) and from 0.90 to 0.99 for the angles (p < 0.01).
The first and the second classical positions
The mean (standard deviation) of the bioelectrical activity and angle, and p-values are presented in Table 2 . The analysis demonstrated significantly higher angle values in greater rotation group than lesser rotation group for KER right for both CP1 and CP2 Moreover, there were significantly higher bioelectrical activity values (1) in greater rotation group than lesser rotation group for rectus abdominis, gluteus maximus and sartorius (CP1), and rectus abdominis (CP2) as well as (2) in lesser rotation group than greater rotation group for fibularis longus (CP2).
The third classical position
The mean (standard deviation) of the bioelectrical activity and angle, effect size, observed power as well as p-values of the main effects for CP3 are presented in Table 3 . Significant main effect of group factor for HER left, and for rectus abdominis, gluteus maximus, tibialis anterior and fibularis longus were observed. Considering the setting factor, were found significant main effect and significant linear within-subjects contrasts for HER, KER and FPA left, and for erector spinae, gluteus maximus, sartorius, biceps femoris, semitendinosus, rectus femoris, vastus lateralis, vastus medialis, lateral gastrocnemius, medial gastrocnemius and tibialis anterior. In addition, the analysis demonstrated no statistically significant interaction effects between the group factor and setting factor (p > 0.05).
The p-values of post-hoc test for differences between the groups and between the settings are shown in Table 6 . The pairwise comparisons revealed significantly higher angle values (1) in lesser rotation group than greater rotation group for HER left, (2) for forward setting than backward setting in greater rotation group for HER, KER and FPA left, and in lesser rotation group for HER and KER. The comparisons showed also significantly higher bioelectrical activity values (1) in greater rotation group than lesser rotation group for rectus abdominis and gluteus maximus, (2) in lesser rotation group than greater rotation group for biceps femoris, adductor longus, tibialis anterior and fibularis longus, (3) for forward setting than backward setting in greater rotation group for rectus abdominis, lateral gastrocnemius and medial gastrocnemius, and in lesser rotation group for biceps femoris, semitendinosus, vastus lateralis, vastus medialis, lateral gastrocnemius, medial gastrocnemius and tibialis anterior, (4) for backward setting than forward setting in greater rotation group for erector spinae, sartorius and rectus femoris, and in lesser rotation group for erector spinae, gluteus maximus and sartorius.
The fourth classical position
The mean (standard deviation) of the bioelectrical activity and angle, effect size, observed power as well as p-values of the main effects for CP4 are presented in Table 4 . Significant main effect of group factor for HER left and KER right, and for erector spinae, rectus abdominis, biceps femoris, adductor longus, tibialis anterior and fibularis longus were observed. In the case of setting factor, were noted significant main effect and significant linear within-subjects contrasts for HER left, KER and FPA left, and for erector spinae, gluteus maximus, biceps femoris, adductor longus, lateral gastrocnemius, medial gastrocnemius and tibialis anterior. In addition, no statistically significant interaction effects were found between the group factor and setting factor (p > 0.05).
The p-values of post-hoc test for differences between the groups and between the settings are shown in Table 6 . Pairwise comparisons showed significantly higher angle values (1) in greater rotation group than lesser rotation group for KER and FPA, (2) in lesser rotation group than greater rotation group for HER left, (3) for forward setting than backward setting in greater rotation group for HER left and KER, and in lesser rotation group for KER, (4) for backward setting than forward setting in lesser rotation group for FPA. 
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Furthermore, the comparisons indicated significantly higher bioelectrical activity values (1) in greater rotation group than lesser rotation group for rectus abdominis and rectus femoris, (2) in lesser rotation group than greater rotation group for erector spinae, biceps femoris, semitendinosus, adductor longus, vastus medialis and fibularis longus, (3) for forward setting than backward setting in greater rotation group for lateral gastrocnemius and medial gastrocnemius, and in lesser rotation group for sartorius, adductor longus, rectus femoris, lateral gastrocnemius, medial gastrocnemius and tibialis anterior, (4) for backward setting than forward setting in greater rotation group for erector spinae, gluteus maximus and rectus femoris, and in lesser rotation group for erector spinae, gluteus maximus and biceps femoris.
The fifth classical position
The mean (standard deviation) of the bioelectrical activity and angle, effect size, observed power as well as p-values of the main effects for CP5 are presented in Table 5 . Significant main effect of group factor for HER left and for rectus abdominis, gluteus maximus, adductor longus, vastus medialis, tibialis anterior and fibularis longus were observed. Considering the setting factor, were found significant main effect and significant linear within-subjects 
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contrasts for HER, KER and FPA left, and for erector spinae, gluteus maximus, sartorius, biceps femoris, semitendinosus, rectus femoris, vastus medialis, lateral gastrocnemius, medial gastrocnemius and tibialis anterior. Moreover, there were no statistically significant interaction effects between the group factor and setting factor (p > 0.05).
The p-values of post-hoc test for differences between the groups and between the settings are shown in Table 6 . The pairwise comparisons showed significantly higher angle values (1) in lesser rotation group than greater rotation group for HER left, (2) for forward setting than backward setting in greater rotation group for HER and KER and in lesser rotation group for HER and KER, (3) for backward setting than forward setting in lesser rotation group for FPA. The comparisons revealed also significantly higher bioelectrical activity values (1) in greater rotation group than lesser rotation group for rectus abdominis and gluteus maximus, (2) in lesser rotation group than greater rotation group for sartorius, adductor longus, vastus lateralis, lateral gastrocnemius, medial gastrocnemius, tibialis anterior and fibularis longus, (3) for forward setting than backward setting in greater rotation group for biceps femoris, semitendinosus, vastus lateralis, vastus medialis, lateral gastrocnemius, medial gastrocnemius and tibialis anterior, and in lesser rotation group for biceps femoris, semitendinosus, lateral gastrocnemius, medial gastrocnemius and tibialis anterior, (4) for backward setting than forward setting 
in greater rotation group for erector spinae and rectus femoris, and in lesser rotation group for erector spinae, gluteus maximus, sartorius, adductor longus and rectus femoris.
Discussion
The main findings of this study are that in young pre-professional ballet dancers: (1) there are statistically significant differences in muscle activity between the compared study groups in each of the five classical positions; (2) lesser passive hip external rotation is connected with specific mechanisms when standing in classical positions, which can be observed in electromyographic and kinematic variables. Some possible explanations, interpretations and suggestions based on the obtained data have been presented below.
In the present study, the subjects with greater passive HER engaged their abdominal muscles in all classical positions to a bigger extent than the other group. Abdominal muscles stabilize the trunk and limit the anterior pelvic tilt which, if exaggerated, is adverse in TO [30] . In the research by Krasnow et al [23] , abdominal muscles during stance prior to the grand battement initiation were activated up to 20% of the maximal voluntary contraction, on average. However, Krasnow et al [23] used a different EMG signal normalization methods than in PLOS ONE present study. Nevertheless Krasnow et al [23] pointed that, surprisingly, rectus abdominis did not show the expected activity in their experiment. They suggested that the motor control of multiple trunk muscles may be overlooked during dance education [23] . The results of the present study indicate that at least the effectiveness of exercises aimed at the engagement of the abdominal muscles in keeping the pelvis stable in the sagittal plane should be evaluated and monitored in young pre-professional dancers. Contrary to rectus abdominis, the authors observed greater normalized EMG signal for erector spinae in lesser rotation group than in greater rotation group for CP4. It may be explained by the fact that in a straight standing position the lumbar erector spinae actively increases the anterior pelvic tilt thus enabling greater LE external rotation compensating for the insufficient hip ROM [30] . In asymmetric positions, the differences between forward and backward setting were similar for both groups, indicating a greater activity of erector spinae in backward setting and a similar activity of rectus abdominis in both settings. The normalized EMG signal for both superficial external rotators of the hip, gluteus maximus and sartorius, was higher in greater rotation group than in lesser rotation group in Table 6 . P-values for comparisons between the groups and between the settings in the third classical position (CP3), the fourth classical position (CP4) and fifth classical position (CP5). PLOS ONE classical positions. Contrary to greater rotation group, in lesser rotation group in asymmetric positions (CP3-CP5), in most cases, there was a significantly lesser activity of gluteus maximus and sartorius in forward setting than in backward setting. The decreased activity of external rotators on the forward side may explain the difference in the FPA angle in CP4 and CP5 in lesser rotation group, where FPA was significantly lesser in forward setting than in backward setting. In greater rotation group there was no such relationship. In asymmetric positions the pelvis is rotated to the backward LE, thus naturally decreasing the external rotation in backward hip and knee joints, whereas increasing the external rotation in forward hip and knee joints-as may be seen in the results for CP3-CP4 obtained in both groups. This rotational asymmetry makes turning out the forward LE more demanding. The group with lesser passive HER did not encounter this difficulty, as may be seen in the asymmetric FPA angle in CP4 and CP5. Gluteus maximus is a hip external rotator but also a hip extensor and together with abdominal muscles acts to limit the anterior pelvic tilt. Similar to rectus abdominis, the gluteus maximus activity was more pronounced in classical positions in the group with greater passive HER providing greater stabilization of the pelvis in this group. Although the anterior pelvic tilt enables greater LE external rotation by drawing the ilium forward and loosening the superior lateral band of the iliofemoral ligament [30] , it is mechanically linked to the increased lumbar lordosis. In turn, hyperlordosis is connected with the low back pain in professional dancers [14, 31] .
Interesting results were obtained for ankle muscles. Distal tendons of the fibularis longus and tibialis anterior are attached to the same area of the foot sole creating the so-called "stirrup" for the foot. The former muscle is a foot pronator and the latter acts as a foot supinator. In the case of forced TO, these muscles hold the foot externally rotated in place thanks to the friction against the floor, while the lower extremity and thigh are being turned out causing mid-foot abduction and subtalar pronation [16, 17] . In this study, the normalized EMG signal for both ankle muscles was higher in lesser rotation group than in greater rotation group in CP3 and CP5 in both settings for tibialis anterior, and in CP2, CP3 and CP4 in backward setting as well as CP5 in both settings for fibularis longus. These results indicate that in the subjects with lesser passive HER the mechanism of forced TO is employed. Foot overpronation in classical positions is aesthetically unwanted [3] and is connected with hindfoot eversion, midfoot abduction and forefoot abduction [32] . In lesser rotation group, in asymmetric positions CP3-CP5 a greater tibialis anterior activity was observed in forward setting. Again, it results from the pelvis rotation to backward LE which makes the turnout of forward LE more demanding. Nevertheless in the group with lesser passive HER the increased activity of tibialis anterior in the forward setting did not result in even FPA in both settings.
The results obtained for vastus lateralis, vastus medialis, rectus femoris, biceps femoris, semitendinosus and adductor longus did not present clear-cut differences between the studied groups. These muscles act on the hip and/or knee joint mainly in the sagittal or frontal plane. Their role in the transverse plane movements is minor, contrary to gluteus maximus, fibularis longus and tibialis anterior. The same reason may be given for the lack of difference in the case of the lateral gastrocnemius and medial gastrocnemius activity in classical positions between the groups, as these muscles act mainly in the sagittal plane on the knee and ankle.
Although more explicit differences were expected in the LEs external rotation between the groups, they were observable only in asymmetric positions. The subjects were asked to stand in CP1-CP5 just as "during examination", so even with lesser passive HER, they forced TO to achieve the best position. Regarding the CP1 and CP2, there was no significant difference in FPA between the groups, however, a different muscular activity was observed. Only in asymmetric positions CP3-CP5, it was noticeable that lesser passive HER resulted in lesser FPA in more demanding forward setting than in backward setting.
The comparisons revealed that subjects in lesser rotation group were more experienced than those in greater rotation group (Table 1) . However, greater experience in subjects with lesser passive HER (lesser rotation group) did not result in greater correctness of classical positions. In this study, it was the range of passive HER, not the experience, that determined correct unforced turnout. Also, Sherman et al [9] reported that a 7-week turnout conditioning program did not influence passive HER. It indicates the importance of proper selection and assessment of passive HER during the recruitment to ballet schools. Requirements for classical dance are specific and include proper body alignment, proportions, posture, spine flexibility, feet construction, joints ROM, grace and harmony in motion as well as predispositions to dance defined as the amount of passive HER. The last mentioned item was used in this investigation to divide the study subjects into groups. Interestingly, previous studies have shown that an intense training program begun at the age of 10 leads to specific structure and appearance of the dancer's musculoskeletal system [33] [34] [35] [36] . First of all, due to repeated impact forces the increased bone mineralization is observed in the body parts which are regularly loaded [33, 35, 37] . Secondly, due to specific, more or less forced, mechanisms employed to achieve TO, different muscular strategies are developed in classical positions, as presented in present study.
Although the present study introduces novel and interesting results, some limitations should be acknowledged. The number of subjects was limited and they were in different developmental periods. It was crucial to recruit female students from the same ballet school, having the same ballet teacher. Groups of female students at the same age were too small, therefore in order to have at least 14 female subjects it was necessary to recruit them from different age groups. Similarly, Sherman et al [9] recruited female subjects at the age of 13-17 years. Further study on a larger population including elite dancers is needed. There were differences in the levels of experience between the groups however, that did not result in greater correctness in the group with more experience. Actually, this fact indicates the importance of a proper selection and assessment of the ROM of the hip during the recruitment to ballet schools.
Conclusions
The most remarkable finding in the present study is that various EMG patterns can be observed between groups in all classical positions, while kinematic differences are marked only in asymmetric positions CP4 and CP5. In lesser rotation group, the following muscles: extensor spinae, tibialis anterior and fibularis longus were more engaged in classical positions, while rectus abdominis and gluteus maximus-less in comparison with greater rotation group. This finding suggests that in the group with lesser amount of passive HER, the mechanism of forced turnout is employed [8] . Kinematic differences between groups were demonstrated in asymmetric positions where FPA was significantly lesser in forward setting than in backward setting in lesser rotation group but not in greater rotation group.
The obtained results indicate that the evaluation of TO based on the kinematic assessment without EMG is incomplete and does not determine the technical correctness of classical positions. What is more, not only CP1 should be evaluated, as kinematic differences may be marked only in asymmetric positions. It is possible that years of training establish certain individual muscular involvement in TO. Authors presume that different EMG patterns in TO might be connected with higher vulnerability to injury of specific body areas. To determine such a relationship a long-term experiment is required.
